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In the claims; 

1. (Currently Amended) A method of identifying interactions between 
polypeptides comprising; 

(a) expressing in a cell lacking Ras signaling; 

(i) a first polynucleotide encoding a first bait polypeptide being 
capable of interacting with a plasmalemma of the cell and 
being operably linked to an inducible promoter; and 

(ii) a second polynucleotide encoding a second prey polypeptide 
fused; to a cytoplasmic Ras mutant, said cytoplasmic Ras 
mutant being capable of said Ras signaling if mobilized to said 
plasnialemma of said cell; and 

(b) detecting r e ptoration of said Ras signaling in said cell grown under: 

(i) inductive conditions which result in expression of said first 
polypeptide firom said inducible promoter; and 

(ii) non-inductive conditions which result in substantially no 
expression of said first polypeptide from said inducible 
promoter, , . .. 

wherein sfti4-a.restoration of said Ras .signaling present only in said cell grown under 
said inductive conditions is indicative of an interaction between said first polypeptide 
and said second polypeptide, . ^ 

2. (Currently Amended) The method of claim 1, Avherein said first bait 
polypeptide is a native S^membrane.protein. 

3-5. (Canceled) ; . ^ . i . . 

6. (Previously . Presented) The method of claim. 1, wherein said cell 
lacking Ras signaling is a yeast cell exhibiting a mutant Ras phenotype characterized 
by growth suppression under.non-permissive conditions. 
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7. (Original) The method of claim 6, wherein said cytoplasmic Ras 
mutant is capable of complementing said mutant Ras phenotype if mobilized to said 
plasmaJemma of said cell. ' 

8. (Previously Presented) The method of claim I, wherein said first bait 
polypeptide includes an amino acid sequence for plasmalemma targeting. 

9. (Currently Amended), A method, of identifying interactions between 
polypeptides comprising: ... 

(a) expressing in each cell of a plurality of cells lacking Ras signaling: 

(i) a first polynucleotide encoding a first bait polypeptide being 
• capable of interacting with a plasmalemma of said cells and 
. operably linked to an inducible.promoter; and 

(ii) a second polynucleotid e, said second polypep tide hftinfr ©f 
■ from a library of .polynucleotides and wherein each 

. . polynucleotide of said libr ary of polynucleotides encodes M ab 
. e npoding a. distinct prey: polypeptide fused to a cytoplasmic 
Ras mutait, said cytoplasmic Ras mutant being capable of said 

Ras .signaling-i/ mobilized to said plasmalemma of said cells; 
and 

(b) identifying- f e storation of said Ras signaling in said cells grown under: 
(i) inductive. conditions which result in expression of said first 

polypeptide from said inducible promoter; and 
non-inductive conditions which result in substantially no 
expression of said first polypeptide from said inducible 
promoter, . , . .. 

wherein sffl4-a_restoration of . said Ras signaling present only in said cells 
grown under said inductive conditions i.s mdicatiye of an interaction between 
said first polypeptide and said distinct polypeptide. 
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10. (Currently Amended) The method of claim 9, further comprising 
isolating from each of said cells of said plurality of cells a polynucleotide encoding 
said distinct prey polypeptide. 

11. (Currently Amended) The method of claim 9, wherein said first bait 
polypeptide is a native transm embrane protein. 

12-14.(Canceled). - : 

15. (Previously Presented) The method of claim 9, wherein said cells 
lacking said Ras signaling are yeast cells exhibiting a mutant Ras phenotype 
characterized by growth suppression under non-permissive conditions. . - 

1 6. (Original) The method of claim 15, wherein said cytoplasmic Ras 
mutant is capable of complementing said mutant Ras phenotype if mobilized to said 
plasmalemma of said cells. 

17. (Previously I^resented).^ . The method of claim 9, wherein said 
fust bait polypeptide includes an amino acid sequence for plasmajemma targeting. 

18. (Currently Amended) A method pf identifying interactions between 
polypeptides comprising: . ; 

(a) expressing in each cell of a plurality of cells lacking Ras signaling: 

(i) a first polynucleotide , said first polynucleotide being from -ef-a 
library of polynucleotides and wherein each polynucleotide of 

V said Hbrarv of polynucleotides, is operablv linked to a first 
inducible promoter and e ach e ncoding encodes a first 

. polypeptide being capable of interacting with a. plasmalemma 
of said cells^ said first polypeptide being fused to a second 

. polypeptide; and 

(ii) a second polynucleotide encoding a cytoplasmic Ras mutant 
fosed to a, third, polypeptide .and being operably linked to a 



9. Jul. 2007 17:01 



G. E. EHRLICH (1995) LTD. 



No. 2948 P. 12/31 



5 

second inducible promoter, said cytoplasmic Ras mutant being 
capable of said Ras signaling if mobilized to said— a 
plasmalemma of said cells, wherein said first inducible 
promoter and said second inducible promoter are induced by 
different inductive conditions; and 
(b) Identifying re storation of said Ras signaling m said cells of said 
plurality of cells grown under: 
(i) said different inductive conditions which result in expression of 
said first polynucleotide from said first inducible promoter and 
said second polynucleotide from said second inducible promoter; 
and 

non-inductive conditions which result in substantially no 
expression of said first polynucleotide from said fust inducible 
promoter and said second polynucleotide from said second 
inducible promoter, 

wherein said-a.restoration of said Ras signaling present only in said cells grown under 
said different inductive conditions is indicative of an interaction between said third 
polypeptide and said second polypeptide. 

19. (Currently Amended) The method of claim 18, further comprising 
isolating from each of said cells of said plurality of cells a polynucleotide encoding 
said second polypeptide. 

20. (Currently Amended) The method of claim 18, wherein said first 
polypeptide is a native trans membrane protein. 

21-23. (Canceled) 

24. (Previously Presented) The method of claim 18, wherein said cells 
lacking said Ras signaling are yeast cells exhibiting a mutant Ras phenotype 
characterized by growth suppression under non-permissive conditions. 
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25. (Original) The method of claim 24, wherein said cytoplasmic Ras 
mutant is capable of complementing said mutant Ras phenotype if mobilized to said 
plasmaJemma of said cells. 

26. (Original) The method of claim 1 8, wherein said first polypeptide 
includes an amino acid sequence for plasmalemma targeting. 

27. (Cmiently Amended) A method of identifying interactions between 
polypeptides comprising: ^ 

(a) expressing in each cell of a plurality of cells lacking Ras signaling: 

(i) a first polynucleotide, said first poly nucleotide bein^ frnm -ofLa 
.,: .first library, of polynucleotide s, and wherein each 

polynucleotide -of said, fi rst library of polvnucleot.ide.s is 
operably linked to a first inducible promoter and efieedmg 
encodes a first polypeptide being capable of interacting with a 
plasmalemma of said cells, said first polvpeptide being f iised 
to a second polypeptide ; and 

(ii) . a second polynucleotid e, said second polynucleotide heinf> 

frsiS-«f a second library of polynucleotide s^ and wherein each 
polynucleoti de of said second library of p olynucleotides ea^ 
ii^operably linked to a second inducible promoter and eaeh 
e nppding o ncodgs_a cytoplasmic Ras mutant fiised to a third 
polypeptide, said cytoplasmic Ras mutant being capable of said 
Ras signaling if mobilized to said plasmalemma of said cells, 
wherein said first inducible prompter and said second inducible 
jMromoter are induced by different inductive conditions; and 
(b) identifying r e stprattion of said Ras signaling in said cells grown under: 
(i) said different 'inductive.conditions . which insult in -expression of said 
first polynucleotide from said first inducible promoter and said second 
polynucleotide fix)m said second inducible promoter; and 
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(ii) non-inductive conditions which resuk in substantially no expression of 
said first polynucleotide from said first inducible promoter and said 
second polynucleotide from said second inducible promoter, 
wherein said-a restoration of said Ras signaling present only in said cells grown under 
said different inductive conditions is indicative of an interaction between said third 
polypeptide and said second polypeptide. 

28. (Currently: Amended), , The method of claim 27, .further comprising 
isolating from each ofjalcells of said plurality ofc elk polynucleotides encoding 
said second polypeptide and said third polynucleotides. 

29. (Currently Amended) The method.. of claim 27, wherein said first 
polypeptide is a native ^ismembrane protein. 

30-32. (Canceled) . , ., 

33. (Previously Presented) , The method of claim 27, wherein said cells 
lacking said Ras signaling are yeast cells exhibiting a mutant Ras phenotype 
characterized by growth suppression tinder nonrpermissivc conditions. 

34. (Original) The method of claim 33, wherein said cytoplasmic Raij 
mutant is capable of compleraenting said mutant Ras phenotype if mobilized to said 
plasmalemma of said cells: 

35. (Original) - The method of claim 27, .wherein said first polypeptide 
includes an amino acid sequence for plasmalemma targeting. 

36-49. (Canceled) 

50. (Previousiy.Presented) . The method of claim 1, wherein said 
second polynucleotide is operably linked to a, second inducible promoter and 
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whereas said first inducible promoter and said second inducible promoter are 
induced by different inductive conditions. 



51. (Previously Presented) The method of claim 9, wherein said 
second polynucleotide is operably linked to a second inducible promoter and 
whereas said first inducible promoter and said second inducible promoter are 
induced by different inductive conditions. 

52. (New) The method of claim 50, wherein said detecting said Ras 
signaling in said cell is further effected under: 

(i) said different inductive conditions \yhich result in expression of said 
second polypeptide from said second inducible promoter ; and 

(ii) non-inductiye conditions which result in substantially no expression 
of said second polypeptide from said second inducible promoter, 

53. (New). The method, of claim 51,, wherein said detecting said Ras 
signaling in said cell is further, effected under: 

(0 said different indugtiye conditions which result in ejcpression of said 
second polypeptide from said. second inducible promoter ; and 

(ii) non-inductive conditions which, result in substantially no expression 
of said second polypeptide from said second inducible promoter, 
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